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TRPC1 and TRPC5 Form a Novel
Cation Channel in Mammalian Brain
messenger-regulated cation channels in brain is un-
known.
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to the Drosophila cation channel TRP (reviewed inChildren’s Hospital
320 Longwood Avenue Harteneck et al., 2000). TRPCs are candidates for Ca21
entry channels in brain since they are highly expressedDepartment of Neurobiology
Harvard Medical School in the nervous system, form Ca21-permeable channels
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cellular Ca21 release (Wes et al., 1995; Zhu et al., 1995;
Philipp et al., 1996; Zhu et al., 1996; Boulay et al., 1997;
Zitt et al., 1997; Okada et al., 1998; Philipp et al., 1998;
Summary
Liman et al., 1999; Okada et al., 1999; Vannier et al.,
1999). However, no endogenous cation current has been
TRP proteins are cation channels responding to recep-
unequivocally assigned to any of the currents induced
tor-dependent activation of phospholipase C. Mam-
by overexpression of TRPC1–7 homomers.
malian (TRPC) channels can form hetero-oligomeric
Formation of heteromeric TRPC channel complexes
channels in vitro, but native TRPC channel complexes
may account for many of the differences between native
have not been identified to date. We demonstrate here
cation channels and channels expressed in vitro that
that TRPC1 and TRPC5 are subunits of a heteromeric
presumably form TRPC homomers. TRP and the Dro-
neuronal channel. Both TRPC proteins have overlap-
sophila homologs, TRPL and TRPg, have all been pro-
ping distributions in the hippocampus. Coexpression
posed to be involved in the light-induced, PLC-depen-
of TRPC1 and TRPC5 in HEK293 cells resulted in a
dent cation conductance in the compound eye (Hardie
novel nonselective cation channel with a voltage de-
and Minke, 1992; Niemeyer et al., 1996; Xu et al., 2000).
pendence similar to NMDA receptor channels, but un-
Based on electrophysiological studies of wild-type and
like that of any reported TRPC channel. TRPC1/TRPC5
mutant flies, it has been suggested that the light-
heteromers were activated by Gq-coupled receptors induced conductance (LIC) consists of homomeric TRP
but not by depletion of intracellular Ca21 stores. In
and homomeric TRPL channels (Reuss et al., 1997). Re-
contrast to the more common view of the TRP family
cently, Xu et al. (2000) provided evidence for a more
as comprising store-operated channels, we propose
complex LIC composition of TRP homomultimers as well
that many TRPC heteromers form diverse receptor-
as TRP/TRPL and TRPL/TRPg heteromultimers.
regulated nonselective cation channels in the mam-
Our knowledge of the subunit composition and func-
malian brain.
tion of mammalian TRP homologs is even more limited.
Many cell types express multiple TRPC homologs (Berg
et al., 1997; Chang et al., 1997; Garcia and Schilling,Introduction
1997), but whether they assemble into heteromeric
channels is unknown. The ability of TRPC homologs toActivation of phospholipase C (PLC) via G protein–
coupled or tyrosine kinase receptors initiates the release coassemble has been established by studies demon-
strating that heterologously expressed TRPC1 andof Ca21 from intracellular stores and subsequent Ca21
entry through cation-selective channels in the plasma TRPC3 can be coimmunoprecipitated (Xu et al., 1997).
Moreover, TRPC1 and TRPC3 coexpression resulted inmembrane. The most thoroughly studied example of this
behavior is in the Drosophila visual system, where a a diacylglycerol (DAG)-sensitive cation current distinct
from currents produced by separate subunits (Lint-G protein–coupled receptor (rhodopsin) activates eye-
specific PLCb (norpA), in turn activating TRP channels schinger et al., 2000). TRPC3 has also been proposed
(Hardie and Minke, 1993; Zuker, 1996; Montell, 1999). to be a component of a BDNF-activated cation channel
In neuronal cells, this mode of Ca21 entry is activated in pontine neurons (Li et al., 1999). However, the BDNF-
by many PLC-linked neurotransmitters, hormones, and activated channels displayed a significantly smaller (27
growth factors, such as acetylcholine and brain-derived versus 60 pS) single-channel conductance and a signifi-
neurotrophic factor (BDNF). The diverse array of cation cantly longer mean open time (z10-fold) than recombi-
channels activated by these agonists have been impli- nant TRPC3 homomers. This suggests that TRPC3 may
cated in aspects of neuronal function, such as the shap- interact with other channel subunits in neuronal cells.
ing of action potentials, synaptic transmission, and sen- The activation mechanism of mammalian TRPC chan-
sory transduction (Linden et al., 1994; Partridge et al., nels is controversial and has been studied almost exclu-
1994; Haj-Dahmane and Andrade, 1996; Congar et al., sively in cell lines using expressed channel subunits.
1997; Caterina and Julius, 1999). Yet, despite their func- Depletion of intracellular Ca21 stores has been proposed
tional importance, the molecular identity of most second to activate several TRPC channels (Zhu et al., 1995;
Philipp et al., 1996; Zitt et al., 1996; Groschner et al.,
1998; Philipp et al., 1998; Vannier et al., 1999), based* To whom correspondence should be addressed (e-mail: clapham@
rascal.med.harvard.edu). on the suggestion that the TRP current may be store
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activated in Drosophila (Hardie and Minke, 1992; Vaca tated in vitro translated TRPC5 (data not shown), but
the two TRPC1 antibodies coimmunoprecipitatedet al., 1994; Petersen et al., 1995; Gillo et al., 1996; Arnon
et al., 1997a, 1997b; Xu et al., 1997). TRPC homologs TRPC5 that was recognized in the immunoprecipitates
by the two TRPC5 antibodies. An unrelated antibodyhave been proposed to be gated by a direct interaction
with inositol 1,4,5-trisphosphate (IP3) receptors, ryano- against the K1 channel Kir6.2 did not immunoprecipitate
TRPC5 (Figure 1B). The specificity of the TRPC1–TRPC5dine receptors, diacylglycerol, and an unknown PLC-
dependent signaling pathway (Kiselyov et al., 1998; Okada interaction was further confirmed by showing that TRP1-
C2 did not immunoprecipitate the a-subunit of L-typeet al., 1998; Hofmann et al., 1999; Okada et al., 1999;
Kiselyov et al., 2000; Schaefer et al., 2000). However, Ca21 channels (data not shown). In separate experi-
ments, we also demonstrated that TRP1-C2 antibodystudies of Drosophila mutants lacking its only IP3 recep-
tor indicate that TRP activation is independent of store did not directly immunoprecipitate TRPC5 expressed in
HEK293-M1 cells (see Figure 5D). Finally, TRPC1 anddepletion (Acharya et al., 1997; Raghu et al., 2000). It
has been suggested recently that polyunsaturated fatty TRPC5 were also coimmunoprecipitated from mouse
brain preparations (data not shown). Thus, TRPC1 andacids mediate activation of the LIC in Drosophila (Chyb
et al., 1999). Thus, there is currently a significant dispar- TRPC5 coassemble in brain, representing the first heter-
omeric TRPC channel complex identified in vivo.ity in the models proposed for the regulation of putative
TRPC channels.
In this study, we identify a heteromeric channel con- Distribution of TRPC1 in Rat Brain and Subcellular
sisting of at least two TRPC subunits, TRPC1 and Localization in Hippocampal Neurons
TRPC5, in mammalian brain. Coexpression of TRPC1 The oligomerization of TRPC1 and TRPC5 implies that
and TRPC5 in HEK293 cells formed a novel nonselective these channel subunits are expressed in the same cells.
cation conductance that was activated by Gq-coupled We defined the brain areas that contained TRPC1 chan-
receptors independent of Ca21 store depletion. The bio- nels by immunostaining rat brain slices. TRP1-C2 anti-
physical properties of recombinant TRPC1/TRPC5 were body specifically stained the hippocampus, cells in the
strikingly different from any reported homomeric TRPC amygdala, and the Purkinje cell layer of the cerebellum
channel. Hetero-oligomerization of TRPC subunits con- (Figure 2). Under higher magnification, a marked staining
tributes to the functional diversity of native cation con- of single neurons was also observed in the cortex and
ductances that we propose constitute a receptor-oper- striatum (data not shown). Within the hippocampus,
ated class of channels. prominent expression of TRPC1 was detected in CA1–
CA3 pyramidal cells and granule cells of the dentate
gyrus (Figure 2A). Our TRPC5 antibodies were inade-Results
quate for immunohistochemistry, but TRPC5 was pre-
viously localized to the hippocampus by in situ hybrid-Identification of TRPC1 and TRPC5 Complexes
ization (Philipp et al., 1998). Taking these findings intoin Mammalian Brain
consideration, we hypothesize that TRPC1/TRPC5 het-We raised peptide antibodies against unique regions of
eromers are present in hippocampus.the TRPC homologs hTRPC1 and mTRPC5. Antibodies
To analyze the subcellular localization of TRPC1 inTRP1-C1 and TRP1-C2 specifically recognized a recom-
greater detail, we performed confocal immunofluores-binant 87 kDa hTRPC1 protein expressed in HEK293
cence microscopy of hippocampal neurons in primarycells as well as endogenous TRPC1 in rat brain (Figure
cultures. Double labeling of cultures with TRP1-C2 and1A). In HEK293-M1 cells transfected with TRPC5 cDNA,
axonal or dendritic marker antibodies demonstrated theTRP5-C1 and TRP5-C2 antibodies detected a 106 kDa
expression of TRPC1 in the cell bodies, dendrites, andprotein that was not present in control cells (Figure 1A).
axons of neurons (Figure 3). Note that a clear localizationFurthermore, Western blots of HEK293-M1 cell mem-
of TRPC1 in neuronal processes was also observed onbranes expressing a TRPC5-eGFP fusion protein probed
sagittal brain sections in the hippocampal CA3 area (Fig-with both TRPC5 antibodies and a polyclonal eGFP anti-
ure 3). Often a punctate TRPC1 staining pattern wasbody (Clontech, Palo Alto, CA) revealed an z130 kDa
observed along axons similar to the distribution of phos-fusion protein (data not shown). We concluded that the
phorylated neurotubulin-associated proteins (Figure 3).protein with apparent molecular mass of 106 kDa was
This punctate distribution may represent expression ofTRPC5. The differences in predicted (91 kDa for TRPC1
TRPC1 in specific functional domains, or it may reflectand 116 kDa for TRPC5) and antibody-recognized mo-
transporting particles containing TRPC1 (Burack et al.,lecular masses (87 kDa and 106 kDa, respectively) were
2000; Kaether et al., 2000). We did not observe TRPC1the result of the aberrant mobilities of TRPC1 and TRPC5
in synapse-like structures when cultures were doublein SDS electrophoresis.
stained with TRP1-C2 antibody and antibodies againstWe were unable to detect TRPC5 in brain microsomes
the synaptic marker protein synaptophysin (Figure 4).by Western blot with either the TRP5-C1 or TRP5-C2
antibody. However, after immunoprecipitation with
TRP5-C2, a single 106 kDa protein corresponding to Heterologous Expression of TRPC1 and TRPC5
Creates a Novel Cation ChannelTRPC5 was recognized by both TRPC5 antibodies in
immunoprecipitates (Figure 1B). When microsomal pro- Since TRPC1 and TRPC5 coassemble in neurons, we
set out to characterize the functional properties of theteins from rat brain were immunoprecipitated with
TRPC1 antibodies, TRPC5 coimmunoprecipitated with heteromeric TRPC1/TRPC5 channels. The muscarinic
type 1 receptor (M1) couples to the heterotrimeric GqTRPC1 (Figure 1B). Coimmunoprecipitation was spe-
cific. Neither of two TRPC1 antibodies immunoprecipi- protein, which in turn is tightly linked to phospholipase
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Figure 1. TRPC1 and TRPC5 Form Hetero-
mers in Rat Brain Cells
(A) (Left) Western blots of mock- (lane 1) or
TRPC1-transfected (lane 2) HEK293 cell mi-
crosomes and rat brain microsomes (lane 3)
were probed with TRP1-C1 and TRP1-C2.
Both antibodies recognized a protein with an
apparent molecular mass of 87 kDa. Lower
molecular mass proteins are probably TRPC1
proteolytic fragments. In rat brain mem-
branes the native TRPC1 is unstable and a
single freezing-thaw cycle resulted in signifi-
cant fragmentation of the 87 kDa protein.
(Right) Western blots of mock- (lane 1) or
TRPC5-transfected (lane 2) HEK293-M1 cell
microsomes with antibodies TRP5-C1 and
TRP5-C2. Both antibodies specifically recog-
nized the recombinant 106 kDa TRPC5 pro-
tein. TRP5-C2 antibody also recognized an
endogenous z75 kDa protein.
(B) In rat brain microsomes TRP5-C1 (left) and
TRP5-C2 (right) recognized endogenous
TRPC5 after immunoprecipitation with TRP5-
C2 (lane 1). Both TRPC5 antibodies revealed
TRPC5 in immunoprecipitates of solubilized
rat brain microsomal proteins immunoprecipitated with anti-TRP1 antibodies (lane 2 and 3), indicating that TRPC1 and TRPC5 are components
of the same molecular complex. An unrelated antibody (aKir6.2) did not immunoprecipitate TRPC1/TRPC5 complexes (lane 4). The staining
of z56 kDa proteins was due to binding of secondary antibody to immunoglobulins.
Cb enzyme activation (Ashkenazi et al., 1989). HEK293 (eGFP)-transfected cells. Thus, under our conditions,
putative TRPC1 channels did not carry significant cur-cells stably expressing M1 receptors (Peralta et al.,
1988) were transfected with TRPC1, TRPC5, or TRPC1 rents. In contrast, and as reported previously (Okada et
al., 1998), TRPC5 (alone)-transfected HEK293-M1 cellsplus TRPC5 cDNAs. The HEK293-M1 cells were stimu-
lated with the acetylcholine analog, carbachol, and the gave rise to a carbachol-stimulated inwardly rectifying
current. However, in cells coexpressing TRPC1 andwhole-cell currents measured using patch-clamp tech-
niques. TRPC5, a novel outwardly rectifying current was re-
corded. After establishing the whole-cell configuration,The mean peak current densities of spontaneous and
carbachol-induced whole-cell currents in TRPC1 (alone)- a spontaneous current developed within 5–10 s in cells
cotransfected with TRPC1 and TRPC5 cDNAs (Figureexpressing cells were 0.34 6 0.06 pA/pF (n 5 24) and
0.17 6 0.08 pA/pF (n 5 24) at 270 mV, respectively. The 5). The current-voltage (I-V) relation of currents through
the putative TRPC1/TRPC5 heteromer was clearly dis-net current was not significantly different from sponta-
neous (0.23 6 0.03 pA/pF, n 5 25) and carbachol- tinct from the inwardly rectifying I-V relation of the
TRPC5 homomers. This current was significantly in-induced currents (0.22 6 0.04 pA/pF, n 5 25) in mock
Figure 2. Localization of TRPC1 in Rat Brain
Brain slices from 6-week-old rats were
stained with TRP1-C2 antibody and a sec-
ondary peroxidase-coupled antibody. TRPC1
was highly expressed in all layers of the hip-
pocampus (hpc) and the amygdala (amg) (A).
Prominent staining was also observed in the
Purkinje cell layer of the cerebellum (cere) (B).
The boxed areas are shown at higher power
on the right. The inset illustrates the distribu-
tion of TRPC1 along neuronal cell bodies and




Figure 3. TRPC1 Is Localized in Soma, Den-
drites, and Axons of Rat Hippocampal Neu-
rons in Primary Culture
Low-density cultures of hippocampal neu-
rons were double labeled with TRP1-C2 anti-
body and an axonal-specific monoclonal anti-
body mix (top panels) or TRP1-C2 and
antibody against the dendritic marker MAP2
(lower panels). Overlay of the fluorescence
images (right panels) demonstrated colocali-
zation (in yellow) of TRPC1 with both axonal
and dendritic markers. TRP1-C2 also de-
tected TRPC1 in neuronal cell bodies. The
staining of hippocampal neurons with TRP1-
C2 antibody was specifically blocked by pre-
incubation of the antibody with the antigenic
peptide (data not shown). Immunocytochem-
istry did not reveal significant amounts of
TRPC1 in glial cells.
duced by the application of carbachol as well as by under bi-ionic conditions. Therefore, PNa/PCa was esti-
mated by measuring shifts in Erev upon changing from athe purinergic receptor agonist ATP (100 mM, data not
shown). The mean peak current densities of spontane- Ca21-free (BNa) to a 10 mM Ca21-containing extracellular
buffer (B10Ca). Assuming activity coefficients of 0.75ous (2.1 6 0.36 pA/pF; n 5 40) and carbachol-induced
(6.6 6 1.0 pA/pF; n 5 40) TRPC1/TRPC5 currents at and 0.3 for monovalent and divalent cations, respec-
tively (Benham and Tsien, 1987), the observed shift of270 mV were significantly higher than in controls (p ,
0.001, Mann-Whitney rank sum test). Replacement of 22.4 mV (n 5 8) corresponds to a PNa/PCa of z0.95,
demonstrating that TRPC1/TRPC5 is a nonselective cat-all other extracellular cations by N-methyl-D-glucamine
(NMDG) completely abolished the inward current, indi- ion channel roughly equally permeable to Ca21 and mono-
valent ions.cating that the current was carried by cations (Figure
5B). Consistent with this observation, reduction of the A unique property of TRPC4 and TRPC5 currents is
that they increase in magnitude upon application of La31,extracellular Cl2 concentration to 10 mM had no effect
on the TRPC1/TRPC5 current (data not shown). These a known cation channel blocker (Schaefer et al., 2000).
In agreement with these results, TRPC5 whole-cell cur-data indicate that TRPC1 and TRPC5 coexpression pro-
duces functional heteromultimeric channels. The coas- rents were augmented by application of 100 mM La31
(Figure 5C, inset). When TRPC1 and TRPC5 were coex-sembly of TRPC1 and TRPC5 in our expression system
was confirmed by immunoprecipitation of TRPC1/ pressed, the currents through heteromeric TRPC1/
TRPC5 were significantly increased as well (Figure 5C),TRPC5 complexes from HEK293-M1 cells. TRPC1/
TRPC5 heteromers were only detected in cells cotrans- supporting the hypothesis that TRPC5 is an integral part
of the channel complex.fected with both channel cDNAs, but not in cells ex-
pressing TRPC1 or TRPC5 alone (Figure 5D). Since TRPC5 and TRPC4 share highly conserved N-ter-
minal and transmembrane regions, we tested whetherTo determine the relative permeabilities of TRPC1/
TRPC5 for Na1 and Cs1 (PNa/PCs), the extracellular Na1 TRPC4 interacts with TRPC1. TRPC1 and TRPC4 coex-
pression indeed generated whole-cell currents indistin-solution (BNa) was exchanged for a Cs1 solution (BCs)
in the presence of carbachol. From the slight shift in guishable from currents through TRPC1/TRPC5 hetero-
mers in 7 out of 7 cells tested (Figure 6A). Moreover,reversal potential (Erev) of 23.7 mV (n 5 7), PNa/PCs was
calculated as 1.15. Due to the very small inward currents TRPC4 immunoprecipitated with TRPC1 from rat brain
(Figure 6B), indicating that different TRPC heteromersin solutions with Ca21 as the only permeant cation, we
were unable to determine the relative Ca21 permeability exist in vivo.
Figure 4. Extrasynaptic Localization of TRPC1
in Hippocampal Neurons
Hippocampal neurons were double labeled
with TRP1-C2 antibody and antibodies
against the synaptic vesicle protein synapto-
physin. Overlay of the fluorescence images
indicated that TRPC1 is localized primarily
outside of synaptic boutons.
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Figure 5. Functional Characterization of TRPC1/TRPC5 Whole-Cell Currents
(A) Representative whole-cells currents in HEK293-M1 cells transfected with either TRPC1 or TRPC5 cDNA alone or cotransfected with TRPC1
and TRPC5 cDNA. Currents were recorded before (con) and after application of 20 mM carbachol (carb). Whole-cell currents in TRPC1
expressing cells were indistinguishable from currents in mock (eGFP)-transfected cells.
(B) The time course of currents via putative TRPC1/TRPC5 heteromultimers was measured at 270 mV. Application of carbachol (20 mM) and
replacement of extracellular cations by NMDG are indicated by the bars. Voltage ramps (1 mV/ms) from 2100 to 160 mV were applied at
3.3 s intervals. Numbers denote the ramps shown at higher time resolution.
(C) TRPC1/TRPC5 whole-cell currents were recorded as in (B). Bars indicate application of 20 mM carbachol, carbachol plus 100 mM La31,
and NMDG. Expanded ramps demonstrate that La31 caused an increase in whole-cell current without apparent changes in the shape of the
current-voltage relation. The inset shows whole-cell currents in a TRPC5-expressing cell recorded during voltage ramps before (con) and
after the application of 20 mM carbachol (carb), as well as after application of carbachol plus 100 mM La 31. La31 augmented TRPC5 currents
without significant changes in the I-V relation.
(D) Recombinant TRPC1 and TRPC5 form a complex when coexpressed in HEK293-M1 cells. HEK293-M1 cells were transfected with TRPC5,
TRPC1, or both cDNAs. Microsomal proteins were immunoprecipitated (IP) with TRP1-C2 or TRP5-C2 antibody. The immunoprecipitates were
Western blotted (WB) and probed with TRP5-C2 antibody. TRP1-C2 antibody coimmunoprecipitated TRPC5 only from cells coexpressing
TRPC1 and TRPC5 (lane 4). The TRP1-C2 antibody did not immunoprecipitate TRPC5 alone (lane 2) nor any endogenous protein recognized
by TRP5-C2 antibody (lane 3).
TRPC1/TRPC5 currents exhibited significantly lower such single channels were observed at 160 mV in mock-
(n 5 16) or TRPC1-transfected cells (n 5 11). TRPC1/noise than did TRPC5 alone (Figure 5A), suggesting that
heteromerization of the two subunits created a channel TRPC5 single-channel activity persisted at 160 mV
when 100 mM La31 was included in the patch pipettewith significantly altered permeation properties. This
finding was substantiated in cell-attached single-chan- (n 5 5) without an apparent change in single-channel
amplitude.nel recordings of TRPC5 and TRPC1/TRPC5 expressing
HEK293-M1 cells. Whereas the slope conductance of Carbachol applied to the bath increased channel ac-
tivity of TRPC1/TRPC5 in cell-attached patches by anTRPC5 homomers was 38 pS, TRPC1/TRPC5 hetero-
mers displayed an z8-fold smaller conductance (5 pS; average of 8- 6 2.2-fold (expressed as NPo; n 5 11;
Figure 7C). In cells expressing TRPC5 homomers, weFigure 7). The 5 pS channel was detected in 34 out of
38 cells transfected with TRPC1 and TRPC5 cDNA. No observed a comparable increase (12.5- 6 3.8-fold, n 5
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Figure 6. Detection and Functional Proper-
ties of TRPC1/TRPC4 Heteromers
(A) Representative whole-cells currents in
HEK293-M1 cells transfected with either
TRPC4 cDNA alone or cotransfected with
TRPC1 and TRPC4 cDNA. Currents were re-
corded before (con) and after application of
20 mM carbachol (carb).
(B) Microsomes from HEK293-M1 cells ex-
pressing recombinant TRPC5 (lane1) or rat
brain microsomes (lane 2 and 3) were immu-
noprecipitated with TRP5-2, TRP1-C2, or
control (Kir6.2) antibodies, respectively. The
immunoprecipitates were Western blotted
(WB) and probed for TRPC4 with antibody
T4nAB (Tang et al., 2000). T4nAB did not
cross-react with recombinant TRPC5 but rec-
ognized a z110 kDa protein, consistent with
the molecular mass of TRPC4a, in TRP1-C2
immunoprecipitates.
5), indicating that both channel types respond similarly the pipette solution confirmed that under these condi-
tions Ca21 stores were efficiently depleted within 3 minto receptor stimulation. Since the agonist was applied
outside of the patch, this result also suggested that of whole-cell recording. No carbachol-induced [Ca21]i
increase over baseline fluorescence ratio (R) was seenchannel activation involved a diffusible messenger.
in 7 out of 7 cells (DR/R0 # 2%) perfused with 70 nM Ca21
and IP3. In contrast, cells perfused with the standardTRPC1/TRPC5 Activation Is Independent
of Ca21 Store Depletion intracellular solution responded to carbachol with an
increase (DR/R0) of 10.8% 6 3.1% (n 5 7).In some reports, TRPC1 and TRPC5 homomers have
been described as store-operated channels (SOCs) (Zhu Inclusion of IP3 had no effect on TRPC1/TRPC5 cur-
rents despite the fact that all cells responded to subse-et al., 1996; Zitt et al., 1996; Philipp et al., 1998; Liu et
al., 2000). However, in other studies, TRPC5 was acti- quent application of carbachol (Figure 8B). Additional
application of thapsigargin in the presence of intracellu-vated in a PLC-dependent manner, independent of store
depletion (Okada et al., 1998; Schaefer et al., 2000). In lar IP3 was also ineffective in activating TRPC1/TRPC5
heteromers (Figure 8C). Thus, TRPC1/TRPC5 hetero-our hands, store depletion by 100 mM IP3 ([Ca21]i buf-
fered to 70 nM, see below) did not significantly increase meric channels were not store operated under our con-
ditions.TRPC5 currents in HEK293-M1 cells responding to sub-
sequent application of carbachol (n 5 9). To determine
whether TRPC1/TRPC5 heteromers function as SOCs, Discussion
we tested the effect of Ca21 store depletion on TRPC1/
TRPC5 whole-cell currents. When intracellular Ca21 was In this paper we have shown that the TRPC1 and TRPC5
channels, members of the family of mammalian shortbuffered to a low concentration to passively deplete
Ca21 stores, spontaneous and carbachol-induced TRPC channel subunits (Harteneck et al., 2000), com-
bine to form a functional nonselective cation channelTRPC1/TRPC5 currents were significantly decreased
(Figure 8A). The same dependence on intracellular Ca21 gated by Gq-coupled receptors but not by Ca21 store
depletion. The TRPC1/TRPC5 is a presumed tetramerhas been described for TRPC5 (Okada et al., 1998), while
the previously described activation of TRPC1 required by analogy to other ion channels, but its exact stoichi-
ometry is not known. The heteromultimer exhibits a volt-high intracellular Ca21 buffering (Zitt et al., 1996). Be-
cause removal of intracellular Ca21 inhibited TRPC1/ age dependence similar to that of NMDA receptor chan-
nels; the current conducts a small amount of inwardTRPC5, we introduced 100 mM IP3 into the intracellular
solution ([Ca21]i buffered to 70 nM) to empty Ca21 stores current at negative membrane potentials but rectifies
steeply in the outward direction at positive voltages. We(Parekh et al., 1997). Control experiments with fura 2 in
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Figure 7. Identification and Characterization
of TRPC1/TRPC5 Single-Channel Currents
(A) Cell-attached single-channel recordings
from HEK293-M1 cells transfected with
TRPC5 cDNA (left) or cotransfected with
TRPC1 and TRPC5 cDNAs (right). Consecu-
tive traces measured at a holding potential
of 160 mV are shown. Carbachol (20 mM) was
included in the pipette solution. The closed
state is indicated by “c”.
(B) I-V relationship of TRPC5 and TRPC1/
TRPC5 single channels. Current amplitudes
were recorded in cell-attached mode and
plotted versus the holding potential. Each
data point represents the mean 6 SEM from 5
to 6 experiments. The dashed line represents
the best linear fit of the data points.
(C) Activation of single TRPC1/TRPC5 chan-
nels by carbachol. The top panels illustrate a
continuous cell-attached recording at 160
mV from a HEK293-M1 cell coexpressing
TRPC1 and TRPC5 and the respective plot of
channel open probability (NPo). After applica-
tion of carbachol (20 mM) to the bath solution,
channel activity (expressed as NPo) increased
about 11-fold. The lower traces show parts
of the experiment on an expanded time scale.
also identified a second TRPC heteromultimer in brain studies of the whole-cell and single-channel features of
the neuronal cation channels will be needed to definitelyformed by association of TRPC1 and TRPC4. Thus,
coassembly from different subunits might be a common clarify their relation to TRPC1/TRPC5.
We did not observe currents though the presumedphenomenon for many native TRPC channels.
Does the TRPC1/TRPC5 current we observed in the TRPC1 homomer in physiological bath solution. Others
have reported linear nonselective TRPC1 cation currentsexpression system correspond to currents measured in
brain? We have found that TRPC1 is expressed in many blocked by extracellular Ca21 (Zitt et al., 1996; Lint-
schinger et al., 2000), but no receptor-activated currentsbrain regions, including hippocampus and cortex, while
TRPC5 is evidently present in hippocampus (Philipp et through TRPC1 homomers have been described. When
coassembled with TRPC5 or TRPC4, TRPC1 clearly par-al., 1998). Congar et al. (1997) reported a nonselective
cation current in hippocampal CA1 pyramidal cells acti- ticipated in the generation of receptor-activated current.
Therefore, it is possible that TRPC1 requires the addi-vated via group 1 metabotropic glutamate receptors
and muscarinic acetylcholine receptors resembling the tional TRPC subunit to contribute to receptor-depen-
dent Ca21 influx in vivo. The biophysical properties ofoutward rectification and intracellular Ca21 dependence
of TRPC1/TRPC5. Nonselective cation currents with a recombinant TRPC1/TRPC5 channels were also surpris-
ingly different from those of TRPC5. Whereas homo-similar I-V relation have also been described in cortex
(Alzheimer, 1994; Haj-Dahmane and Andrade, 1996; Haj- meric TRPC5 was inwardly rectifying and had a conduc-
tance of 38 pS in our hands, TRPC1/TRPC5 wasDahmane and Andrade, 1999). TRPC5 localization has
not been reported in cortex, but its close homolog outwardly rectifying and displayed an 8-fold smaller
conductance. The single-channel conductance and rec-TRPC4 is found in the cortex (Mori et al., 1998). Since
TRPC1/TRPC5 and TRPC1/TRPC4 gave rise to identical tification properties of the TRPC5 homomer are Mg21
dependent (Schaefer et al., 2000), which may accountwhole-cell currents in vitro, TRPC1 and TRPC4 hetero-
multimers may account for these cation channels in cor- for the different TRPC5 conductance in our cell-attached
recordings compared to the inside-out patch recordingstex. Thus, the reported electrophysiological distribution
of similar currents in hippocampus and cortex is consis- of TRPC5 in CHO cells (Schaefer et al., 2000). Moreover,
a voltage-dependent block by Mg21 is responsible fortent with the localization of TRPC1, 4, and 5. Further
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shaping the I-V relation of NMDA receptor channels that
closely resembles the voltage dependence of the
TRPC1/TRPC5 channel. But, in preliminary experiments,
the whole-cell I-V curve of the TRPC1/TRPC5 current
was not changed upon removal of intra- and extracellu-
lar Mg21, indicating that the rectification mechanisms in
TRPC1/TRPC5 may be different from TRPC5 homomers
and NMDA receptors. Apparently, heteromerization of
TRPCs can form channels that have unique properties
not exhibited by homomeric TRPC channels. Such a
mechanism of homo- and heteromultimeric channel for-
mation should create a diversity of nonselective cation
channels.
When activated, the TRPC1/TRPC5 channel should
enhance depolarization and Ca21 entry in neurons, but
the exact effect on neuronal function will depend on the
size and kinetic properties of the current in vivo. We
speculate that the channel is gated in neurons by Gq-
coupled receptors such as the muscarinic type 1 recep-
tor or group 1 metabotropic glutamate receptors.
TRPC1/TRPC5 activation should enhance the Ca21 re-
lease resulting from Gq activation of phospholipase Cb,
generation of IP3, and IP3-gated release of Ca21 from
the endoplasmic reticulum. In regions lacking such IP3
channels, the Ca21 entry may trigger Ca21-induced Ca21
release from ryanodine receptors.
Many neurotransmitters are multifunctional and acti-
vate both ligand-gated channels as well as G protein–
linked receptors. Given the large role that ligand-gated
channels play in brain (Unwin, 1993; Wisden and See-
burg, 1993; Michaelis, 1998; Jackson, 1999; Cordero-
Erausquin et al., 2000), it will be important to identify
the TRPC1/TRPC5 current in situ and examine its contri-
bution to Ca21 signaling. As seen in our immunocyto-
chemical sections, TRPC1 was expressed predomi-
nantly in neurons rather than glia. An important finding
of this study is the apparent lack of its localization to
synapses, making the channel uniquely different in dis-
tribution from most ligand-gated channels, (e.g., gluta-
mate and nicotinic acetylcholine receptors; Ottersen etFigure 8. Heteromeric TRPC1/TRPC5 Channels Are Regulated by
al., 1997; Craig, 1998; Temburni et al., 2000). Some neu-Intracellular Ca21 but Not by Store Depletion
rotransmitters such as serotonin and dopamine have(A) Comparison of spontaneous (gray bars) and carbachol-induced
recently been proposed to activate their Gq-linked re-(open bars) whole-cell currents in TRPC1/TRPC5 expressing
HEK293-M1 cells. Currents were normalized by cell size and ex- ceptors at extrasynaptic sites (Bunin and Wightman,
pressed as mean current densities 6 SEM. Elevation of intracellular 1999). Hence, TRPC1-containing channel complexes
Ca21 induced a significant increase in both spontaneous and carba- may modulate neuronal excitability independent of re-
chol-induced TRPC1/TRPC5 current. modeling processes at the synapse.
(B) Store depletion by IP3 did not activate TRPC1/TRPC5 channels. We found no indication for store depletion–dependentTRPC1/TRPC5 expressing HEK293-M1 cells were perfused through
activation of TRPC1/TRPC5 channels. Much evidencethe patch pipette with control solution (con) or solution containing
has been presented that TRPC family channels are acti-100 mM IP3. Whole-cell current densities, shown as mean 6 SEM,
were measured 1.5–2.5 min after establishing the whole-cell config- vated upon depletion of Ca21 stores (Wes et al., 1995;
uration. There was no significant difference in current density be- Philipp et al., 1996; Zhu et al., 1996; Zitt et al., 1996;
tween cells perfused with or without IP3. In these experiments, the Preuss et al., 1997; Groschner et al., 1998; Kiselyov et
intracellular Ca21 concentration was buffered to 70 nM in order to al., 1998; Philipp et al., 1998; Mizuno et al., 1999; Vannier
ensure optimal activation of IP3 receptors. et al., 1999; Liu et al., 2000; Philipp et al., 2000), but this(C) Inhibition of Ca2+ store refilling by thapsigargin had no effect on
interpretation is not universally accepted. AlternativeTRPC1/TRPC5 currents. The current time course was recorded in
hypothesis for TRPC channel family gating include acti-whole-cell mode at 270 mV from a HEK293-M1 cell transfected with
TRPC1 and TRPC5 cDNAs. The pipette solution contained 100 mM vation by DAG or unidentified components in the PLC
IP3. During the time indicated, 1 mM thapsigargin (Tg) was added pathway (Okada et al., 1998; Hofmann et al., 1999; Okada
to the extracellular buffer. Application of carbachol (20 mM) in the et al., 1999; Schaefer et al., 2000). In line with a critical
presence of Tg induced an inward cation current at 270 mV, demon- role of PLCs for TRPC1/TRPC5 activation, we found that
strating functional expression of TRPC1/TRPC5 channels. Similar
PLCb1 coimmunoprecipitated with TRPC1 as well asresults were obtained in four experiments.
TRPC5 from rat brain.
We did not find evidence for store depletion–depen-
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Primary cultures of hippocampal neurons were prepared fromdent activation of the channel in numerous experiments
2-day-old neonatal rats as described (Medina et al., 1996). The cul-using a variety of techniques including, but not limited
tured cells were used for immunofluorescence analysis after 16–20to, use of intracellular buffers in combination with IP3 days in culture. Cells were fixed in 4% formaldehyde and 4% sucrose
and/or thapsigargin. Nonetheless, we have not deline- for 15 min, fixed in methanol for 10 min, and permeabilized in 0.2%
ated an explicit gating mechanism for TRPC1/TRPC5. Triton X-100. Axon-specific antibodies SMI 312 (pan-axonal neuro-
filament marker) and the monoclonal MAP2 (SMI 52) antibody (den-Activation of TRPC1/TRPC5 required elevation of intra-
drite marker) were purchased from Sternberger Monoclonals (Lu-cellular Ca21 and a diffusible messenger, but not IP3
therville, MD). The monoclonal antibody against synaptophysin wasalone. We hypothesize that the gating mechanism in-
from Sigma (St. Louis, MO) while labeled secondary antibodies werevolves a component downstream from PLCb or PLCg
from Pierce. Immunofluorescent images were obtained through a
and anticipate that novel signal transduction elements Zeiss LSM 410 confocal microscope. Rat brain slices (50 mm thick)
are involved in the gating process. were prepared from 6-week-old rats as described (Drake et al., 1997)
and immunochemically labeled with TRP1-C2 antibody using an
immunoperoxidase labeling kit according to the manufacturer’s pro-Experimental Procedures
tocol (Pierce).
Cell Culture, Cloning, and Transfection
HEK293-M1 cells, a human embryonic kidney cell line stably ex-
Electrophysiology and Fluorescence Measurementspressing the muscarinic M1 receptor (Peralta et al., 1988), or wild-
Whole-cell and single-channel currents (Hamill et al., 1981) weretype HEK293 cells were used throughout this study. Cells were
recorded from eGFP-positive cells at room temperature with angrown at 378C in DMEM/F12 (1:1) medium supplemented with 10%
Axopatch 200A patch-clamp amplifier and pClamp 8 software (Axonfetal calf serum, 2 mM glutamine, 100 U/ml penicillin, 100 mg/ml
Instruments, Foster City, CA). Patch pipettes with resistances ofstreptomycin, and HT supplement (1:100) (GIBCO–BRL, Gaithers-
2–5 MV in standard extracellular buffer were made from borosilicateburg, MD) under 5% CO2 atmosphere. G418 (0.5 mg/ml) was added
glass. Whole-cell holding currents were sampled at 220 Hz atto the HEK293-M1 growth medium. Cells were transfected using
270 mV. Currents during voltage ramps and single-channel currentsLipofectamine 2000 (GIBCO–BRL) according to the manufacturer’s
were sampled at 6.6 and 5 kHz. All recordings were filtered at 1 kHz.instructions. 1.5 mg of each hTRPC1 (accession number U31110,
Data were analyzed with the pClamp software and SigmaPlot/Sig-unspliced), mTRPC5 (AF029983), or mTRPC4 (U50922) cDNA were
maStat (SPSS, Chicago, IL). Averages were expressed as mean 6cotransfected with 0.4 mg eGFP (pGreenLantern, GIBCO–BRL) per
SEM. Data groups were compared with the Mann-Whitney rank sum35 mm dish for patch clamp experiments. MTRPC4 cDNA was ampli-
test or Student’s t test when appropriate; p , 0.05 was consideredfied from total mouse brain RNA essentially as described (Schaefer
significant.et al., 2000) and cloned into pcDNA3 (Invitrogen, Carlsbad, CA).
The permeability ratio for Na1 and Cs1 was calculated accordingThe identity of the insert was verified by sequencing. For transient
to the Goldman-Hodgkin-Katz voltage equation (Hille, 1992). Theexpression of TRPC1 or TRPC5, only the respective channel cDNA
Ca21/Na1 permeability ratio was estimated using standard formulaswas supplemented with 1.5 mg empty vector (pcDNA3) and eGFP.
(Lotshaw and Sheehan, 1999; Vennekens et al., 2000). Single-chan-Control cells were transfected with empty vector and eGFP only.
nel activity was expressed as the product (NPo) of number of chan-After 12–24 hr, cells were plated onto coverslips and used for experi-
nels in the patch and the open probability measured over consecu-ments 48–72 hr after transfection.
tive 2 s intervals.
The standard external buffer contained (in mM): NaCl 140, KCl
Immunochemistry 5.4, CaCl2 2, MgCl2 1, glucose 10, HEPES 10, and pH was adjusted
Two antibodies to the human TRPC1 were generated against pep- to 7.4 with NaOH. For permeability studies, the following buffers
tides RNEIRDLLGFRTSKYAMFYPRN, amino acids 789–810 for C1 (BNa, BCs, and B10Ca) were used—BNa: NaCl 146, MgCl2 1, glucose
and MRQKMQSTDQATVENLNELRQD, amino acids 763–784 for C2 10, EGTA 1, HEPES 10, and pH adjusted to 7.4 with NaOH; BCs:
antibody. These sequences are identical in human, mouse, and rat CsCl 146, MgCl2 1, glucose 10, EGTA 1, HEPES 10, and pH adjusted
TRPC1 with the exception of one amino acid substitution in the rat to 7.4 with CsOH; B10Ca: NaCl 126, CaCl2 10, MgCl2 1, glucose 10,
C1 peptide. Antibodies to mouse TRPC5 were raised against amino HEPES 10, and pH adjusted to 7.4 with NaOH. The standard pipette
acids 763–785, NRKHPRRSLSTSSADFSQRDDTN (antibody C1), buffer contained (in mM): CsOH 120, gluconic acid 120, MgCl2 2,
and amino acids 820–837, RASGAQGKPKSESSSKRS (antibody C2). CaCl2 3, Cs4-BAPTA 5, HEPES 10, and pH adjusted to 7.3 with
Antibodies were affinity purified on columns containing immobilized gluconic acid. Free [Ca21] was calculated to be z200 nM using the
peptides. Anti-Kir6.2 was produced as described (Lorenz et al., CaBuf program (G. Droogmans, KU Leuven). The same solution
1998), and anti-Cava1C was purchased from Chemicon (Temecula, without added CaCl2 was used as “Ca21-free” ([Ca21]i , 10 nM)
CA). For immunoblotting, SDS–PAGE separated proteins were elec- intracellular solution. In studies on the effect of store depletion by
trotransferred to PVDF membrane (Millipore, Bedford, MA), probed IP3, the pipette solution contained CsOH 105, gluconic acid 120,
with appropriate anti-TRP and anti-rabbit peroxidase (Pierce, Rock- CaCl2 3.5, MgCl2 2, Cs4-BAPTA 10, HEPES 10, and pH was adjusted
ford, IL), and visualized with ECL (Amersham Pharmacia Biotech, to 7.3 with gluconic acid (free [Ca21] 5 70 nM).
Piscataway, NY). For immunoprecipitation experiments, a crude mi- For single-channel experiments, cells were kept in the standard
crosomal fraction was isolated from 6-week-old rat brain. Briefly, extracellular buffer and the pipette contained (in mM): CsCl 140,
whole brain was homogenized (Polytron, 2 3 15 s, setting 6) in 10 MgCl2 1, CaCl2 2, glucose 10, HEPES 10, and pH adjusted to 7.4
volumes of homogenization buffer (320 mM sucrose–5 mM HEPES– with CsOH.
NaOH [pH 7.5]), supplemented with protease inhibitor cocktail (PIC; To measure the release of Ca21 from internal stores 0.2 mM Cs4-
Roche Molecular Biochemicals, Indianapolis, IN). The homogenate BAPTA in the pipette solution were exchanged for 0.2 mM fura
was centrifuged at 100 g for 10 min and the supernatant at 100,000 g 2-Na4-salt. Fluorescence was excited at 380 and 340 nm and 340/
for 30 min. The pellet containing microsomes, synaptosomes, and 380 nm fluorescence ratios (R) were sampled at .510 nm with a
mitochondria was resuspended in homogenization buffer. Micro- cooled CCD camera.
somes from HEK293 and HEK293-M1 cells were isolated in the same IP3 and thapsigargin were from Calbiochem (San Diego, CA). Cs4-
manner as brain microsomes with the exception that cells were BAPTA and fura 2 were from Molecular Probes (Eugene, OR). All
disrupted by douncing in buffer without sucrose and then supple- other chemicals were purchased from Sigma.
mented with 320 mM sucrose. Membrane proteins were solubilized
in IP buffer containing 20 mM HEPES–NaOH (pH 7.5), 1% Triton
X-100, 150 mM NaCl, and PIC. Two hundred micrograms of the Acknowledgments
soluble proteins were used for immunoprecipitation with 2 mg of
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